treated with the fluorescent benzylguanine (BG) derivative SNAP-Cell ® TMR-Star according to the manufacturer's instructions. The cells were then fixed and prepared for immunofluorescence with anti-calnexin antibodies. The staining shows that ER-GFP-SNAP is functional and localized to the ER. When the GFP of the ER-GFP-SNAP-KDEL cell line was replaced with mCherry, an identical ER-localization of the SNAP-tag was detectable (data not shown). (B) To verify that retrograde cargo is able to couple to the SNAP-tag in HeLa-ER-mCherry-SNAP cells, they were treated with 500 ng/ml BG-labeled Stx for 2 hours in the absence or presence of 5 µg/ml brefeldin A (BFA), which disrupts the Golgi complex. The SNAP-tagged toxin was then immunoprecipitated with Stx antibodies, and detected by immunoblotting with the indicated antibodies. The specific band at 55-60 kDa corresponds to ER-GFP-SNAP-KDEL coupled to one StxB subunit of approx. 5 kDa. The slight shift generated by the coupling to StxB is also weakly detectable in the whole cell lysates (wcl, lower right panel). The band marked with an asterix represents the IgG heavy chain.
with the indicated concentrations of OHOA in leucine-free medium for 30 minutes, then increasing concentrations of ricin were added and the incubation continued for 3 hours. The protein synthesis was measured as described in Materials and Methods. The bars represent fold sensitization against ricin at 50% inhibition of protein synthesis and show mean values + SEM quantified from at least 3 independent experiments. (B) U2-OS cells were treated as in A and data from one representative experiment are shown. Figure S3 : OHOA does not increase EGF degradation. HeLa cells were treated with the indicated concentrations of OHOA for 30 minutes before addition of 125 I-EGF. EGF was internalized for 10 minutes, then the cells were washed, and EGF was allowed to degrade for 1 hour. Proteins were precipitated with TCA, and free-and protein-bound radioactivity was determined. EGF degradation was calculated as TCA-soluble radioactivity as percent of total radioactivity (TCA-soluble + insoluble). The bars show mean values + SEM quantified from at least 3 independent experiments. I-ricin was added and allowed to internalize for 30 minutes. Surfacebound ricin was removed by lactose, and the recycled ricin was measured at the indicated time-points. The plots show mean values ± SEM quantified from at least 3 independent experiments. (C) HeLa cells were treated with 25 or 50 μM OHOA, 50 nM bafilomycin A1 (BafA1) or 50 nM concanamycin A (ConA) before 200 ng/ml 125 I-ricin was added and allowed to internalize for 20 minutes. Surface-bound ricin was removed by lactose, and the incubation continued for 2 hours. Proteins were precipitated with TCA and free-and protein-bound radioactivity was determined. Ricin degradation was calculated as TCA-soluble radioactivity as percent of total radioactivity (TCA-soluble + insoluble). The bars show mean values ± SEM quantified from at least 3 independent experiments; *p < 0.05. To verify that BG-labeled retrograde cargo is coupled to the SNAP-tag in this cell line, we chose Shiga toxin (Stx) as a model cargo, as a large fraction of the internalized toxin molecules is routed into the retrograde pathway. HeLa-GalT-GFP-SNAP cells were treated with 500 ng/ml BG-labeled Stx for 2 hours in the absence or presence of SNAP-Cell ® Block, which inhibits the SNAPtag coupling reaction. The SNAP-tagged toxin was then immunoprecipitated with either Stx antibodies or GFP-trap ® (ChromoTek), and detected by immunoblotting with anti-Stx antibodies. The specific band at appox. 80 kDa corresponds to GalT-GFP-SNAP coupled to one Stx B-subunit of approx. 5 kDa. The same band is also weakly detectable in the whole cell lysates (wcl, lower panels) right above the band corresponding to the total GalT-GFP-SNAP migrating at approx. 75 kDa, especially when detected by anti-SNAP antibodies. To verify that retrograde cargo is able to couple to the SNAP-tag in HeLa-TPST1-GFP-SNAP cells, they were treated with 500 ng/ml BG-labeled Stx for 2 hours in the absence or presence of 5 µg/ml brefeldin A (BFA), which disrupts the Golgi complex. The SNAP-tagged toxin was then immunoprecipitated with Stx antibodies, and detected by immunoblotting with the indicated antibodies. The specific band at 55-60 kDa corresponds to TPST1-GFP-SNAP coupled to one StxB subunit of approx. 5 kDa. The slight shift generated by the coupling to StxB is also weakly detectable in the whole cell lysates (wcl, lower right panel). The band marked with an asterix represents the IgG heavy chain. (C) HeLa-TPST1-GFP-SNAP cells were treated with the indicated concentrations of OHOA and assayed for Golgi transport by the SNAP-tag assay as described in Materials and Methods. Representative immunoblots of total-and SNAP-tagged ricin are shown.
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